Introduction
Creatine kinase (CK), an important enzyme in the energy metabolism of muscle cells, catalyzes the reversible transfer of a phosphate moiety between ATP and creatine without loss office energy of these compounds (1). This enzyme is a dimer composed of two types ofsubunit, M and B, and has three distinct isoenzymes designated CK-MM, CK-MB, and CK-BB, according to subunit composition (2). In addition to these three cytosolic isoenzymes, there is a fourth CK isoenzyme in mitochondria (3-5), i.e., mitochondrial CK (CK-MiMi), which differs distinctly from cytosolic forms in its biochemical and immunological properties (6,7).
Studies with subcellular fractionation have revealed that most of the CK in muscle cells is localized in the cytosol (8) . Lesser amounts are present in myofibrils (4, 9, 10) , mitochondria (3-5), nuclei (11), plasma membranes (12) , and membranes of the sarcoplasmic reticulum (13) . CK in the myofibril, identified electrophoretically as the MM-type isoenzyme (10), is believed to be associated with myosin (14, 15) , as it has a high affinity for the myosin molecule (10, (16) (17) (18) and may couple functionally with myosin ATPase (15, 19) in its location. of CK-M was found in the M-line. These findings suggest that AlP regeneration from the ADP produced by myosin
ATPase is related to the participation of this CK associated with the thick fibers rather than that of the M-line-bound CK. Creatine Miyazawa. and S. Tuboi, manuscript in preparation). Most ofthe CK-M localized in the A-band seemed to associate with thick fibers, and some was also found in the M-Iine.
Results

Purity of CK-MM
Spec ficities ofAnti-CK-M IgG and Anti-CK-M Fab'-HRP Conjugates
In the control section stained with norma! rabbit IgG Fab'-HRP conjugate, there was no positive reaction of DAB (Figure 7 ).
Discussion
As is now widely known, the energy transport mechanism of the myocardial contraction-relaxation cycle appears to be well explained by the existence of a "phosphoryicreatine shuttle" as proposed by Bessman and Geiger (35) . In this energy shuttle, it is postulated By immunoelectron microscopy, the regions of these bands were confirmed to correspend to the A-band (A) and the Z-line (Z), respectively.
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